. Representative gels of titration of the association of (A) hIFIT1 and (B) rIFIT1 with 5'ppp-β-globin(G) mRNA, assayed by primer extension. Toe-prints induced by the IFIT/mRNA interaction are indicated. Figure S3 . Alignment was performed using ClustalW. Sequences used were rIFIT1B: XP_002718420.1, rIFIT1: XP_002718421.1, hIFIT1B: NP_001010987.1, hIFIT1: NP_001539, and hIFIT5: NP_036552.1. Mutation of residues in red inhibited hIFIT1 binding to cap0-β-globin(G) mRNA. Mutation of residues in green had a weak effect on hIFIT1 binding to cap0-β-globin(G) mRNA. Single mutation of residues in orange decreased the intensity of the reverse transcriptase stop induced by hIFIT1 binding to cap0-β-globin(G) mRNA but did not block the protein's ability to inhibit 48S initiation complex assembly. Double mutation of residues in orange inhibited binding of hIFIT1 to cap0-β-globin(G) mRNA. There are two rabbit IFIT1-like proteins (NCBI Reference sequences XP_002718421.1 and XP_002718420.1) and we have designated them rIFIT1 and rIFIT1B, respectively, because of shared gene synteny with human IFIT1 and IFIT1B, and because of the greater sequence identities of rIFIT1B with hIFIT1B (68.9%) than with hIFIT1(58.5%) and of rIFIT1 with hIFIT1 (61.6%) than with hIFIT1B (59.2%), as determined by CLUSTAL-W2 alignment.
